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Cdc6 cooperates with c-Myc to promote genome instability and EMT in zebrafish
Supplementary Materials and Methods
Fish lines
Zebrafish were handling according to established protocol. The Tg(krt4:hcdc6) cy24 , Tg(krt4:Mmu.cmyc T58A ) cy21 , and Tg(krt4:nlsEGFP) cy34 have been described in previous publication [1] .
Plasmid Construction
Tol2 kit was used to rapidly assemble expression vectors by two-fragment gateway recombination cloning [2] . For cloning middle entry of pME-cdc6, the cdc6 open reading frame was amplified from human cDNA using forward primer (5'-GGGGACAAGTTTGTACAAAAAAGCAGGCTATGCCTCAAACCCGATCCCAGGC-3') and reverse primer (5'-GGGGACCACTTTGTACAAGAAAGCTGGGTTTAAGGCAATCCAGTAGCTAAG-3'). The attB1 and attB2 sites were added for forward and reverse primers, respectively, at the 5'end of primers and highlighted by underlines. The PCR products were cloned into pDONR221 (Invitrogen) to generate pMEcdc6. For cloning middle entry of pME-c-myc T58A, we performed BP reaction to move mouse c-myc T58A open reading frame from pMXs-c-Myc (Addgene 13372) into pDONR221 vectors. Finally, p5E-krt4, pMEcdc6 or pME-c-myc T58A and p3E-polyA were assembled together with pDestTol2CG2 by LR reaction to create two expression vectors of pDestTol2CG2-krt4-cdc6-pA and pDestTol2CG2-krt4-c-myc T58A-pA. For pTolDest-krt4-h2afv-mCherry-pA vector, p5E-krt4, pME-h2afv-mCherry were assembled with pTolDest by LR reaction.
Microinjection and Identification of Transgenic Zebrafish
Transposase RNA was synthesized in vitro using pCS-transposase plasmid (kindly provided by Dr.
Koichi Kawakami) as a template. DNA was linearized with NotI at 37°C overnight and cleaned up using DNA Clean/Extraction Kit (GeneMark Inc., Taiwan). Capped mRNA was synthesized using mMESSAGE mMachine SP6 Kit (Ambion). For generation of transgenic zebrafish, expression constructs of pTolDest-krt4- Committee of ZFIN [3] . All experiments were approved by the animal use committee at Chung Yuan Christian University (approval ID: 9911).
Cell culture
U2OS cells were cultured in medium containing Dulbecco's modified Eagle's essential medium (DMEM), supplemented with 5% fetal bovine serum (FBS) and 5% super calf serum. The all medium contain penicillin 100 Units/mL, streptomycin 100 μg/ mL. 
